Scaffolds were fabricated by electrospinning using polycaprolactone (PCL) blended with poly(methyl methacrylate) (PMMA) in ratios of 10/0, 7/3, 5/5 and 3/7. The PCL/PMMA ratio affected the fiber diameter, contact angle, tensile strength and biological in vitro and in vivo properties of the scaffolds, and the 7/3 ratio resulted in a higher mechanical strength than 5/5 and 3/7. In vitro cytotoxicity and proliferation of MG-63 osteoblast cells on these blended scaffolds were examined by MTT assay, and it was found that PCL/PMMA blends are suitable for osteoblast cell proliferation. Confocal images and expression of proliferating cell nuclear antigen confirmed the good proliferation and expression of cells on the 7/3 PCL/PMMA fibrous scaffolds. In vivo bone formation was examined using rat models, and bone formation was observed on the 7/3 PCL/PMMA scaffold within 2 months. In vitro and in vivo results suggest that 7/3 PCL/PMMA scaffolds can be used for bone tissue regeneration.
Introduction
Artificial bone scaffolds are used in bone tissue engineering to provide support in the repair and regeneration of bone defects. The scaffolds are used to carry cells to the sites of interest. An ideal scaffold should be able to mimic the mechanical and biological properties of natural bone tissue. Biopolymers have distinct advantages over ceramic materials for bone engineering. Polymers have received increasing attention and have been used for bone tissue engineering because of their biodegradability and biocompatibility. Bone tissue engineering involves the fabrication of three-dimensional Content from this work may be used under the terms of the Creative Commons Attribution-NonCommercial-ShareAlike 3.0 licence. Any further distribution of this work must maintain attribution to the author(s) and the title of the work, journal citation and DOI.
(3D) scaffolds that can support cellular in-growth and proliferation [1] . Some tissue engineering scaffolds have biomimetic structure and exhibit biological functions that are similar to those of native extracellular matrix (ECM) [2, 3] . Artificial ECM provides cells with the mechanical support needed, a broad range of chemical signals that control cell functions [2] , and a suitable environment for cell attachment because of physical dimensions similar to those of natural ECM [4] [5] [6] .
In this study, ECM-like scaffolds composed of thin fibers were fabricated by electrospinning. Electrospinning generates connected 3D mats with high porosity and high surface area that can mimic ECM structure and are suitable for tissue engineering applications [3] . It also produces non-woven meshes containing fibers with diameters ranging from tens of microns to tens of nanometers. Fibrous scaffolds have a high surface-to-volume ratio that enhances cell adhesion [4] .
Cell adhesion, in turn, affects cell migration and proliferation and other functions. Therefore, fibrous scaffolds can provide a better environment for cell attachment and proliferation than non-fibrous scaffolds. Tissue engineering materials should be biocompatible and biodegradable, as the scaffold should be gradually replaced with newly regenerated tissues. Hydrophobic/hydrophobic polymer blends have been widely used in fabricating scaffolds for biomedical applications [5] , as drug-carrying materials [6] and in tissue engineering [7] .
Polycaprolactone (PCL) is synthetic polyester that is compatible with many types of polymers. It has several advantages, including biocompatibility, low cost and processability. PCL is being considered for soft-tissue and hard-tissue biomaterials [8] for uses such as bone tissue engineering [9] [10] [11] , nerve tissue engineering [12] and drug delivery systems [13] . However, PCL-only scaffolds might not be optimal for bone tissue engineering, as several research groups have reported their slow degradation rate in a physiologic environment and hydrophobicity [14] .
Poly(methyl methacrylate) (PMMA) has good mechanical properties and low toxicity. It is being tested as a scaffold material to achieve long-term mechanical stability after implantation [15] . It has a wide range of biomaterial applications, such as bone cement [16] , lenses [17] , bone substitutes [18, 19] and drug delivery systems [20, 21] . Although PMMA is a popular material for prosthetic hip-joint transplantation due to its inertness, it exhibits a very slow degradation. Therefore, alternatives to PMMA have been suggested by biomedical and regenerative scientists.
In this study, we report the fabrication of PCL/PMMA blends for bone tissue engineering. After optimizing the mixing ratio for mechanical properties and biocompatibility we tested selected PCL/PMMA scaffolds in vitro and in vivo. There have been a few reports on PMMA and PCL blends fabricated for biomedical applications by a supercritical antisolvent precipitation process [22] , to improve the mechanical properties of a scaffold for bone imitation [23] . These polymers have also been blended by synthetic hydrolysis, and the blended microstructure might have a potential effect on bone cell proliferation and attachment, and eventually improve tissue regeneration in the area of the implanted scaffold.
Materials and methods

Materials
PCL (M n = 70 000-90 000) was obtained from Sigma (USA), and PMMA and acetone were purchased from LG Chemical (Korea). Human osteoblast-like MG-63 cells derived from human osteosarcoma were purchased from the Korean Cell Line Bank for in vitro studies. Dulbecco's modified Eagle's medium (DMEM) was purchased from Hyclone (USA). Phosphate buffered saline (PBS), fetal bovine serum (FBS) and penicillin-streptomycin (PS) were purchased from Sigma-Aldrich (USA). Dimethylsulfoxide (DMSO) and xylene were obtained from Dae-jung (Korea), and 4,6-diamidino-2-phenylindle (DAPI) was purchased from Invitrogen (USA).
Preparation PCL/PMMA solution
PCL (10% w/v) and PMMA (20% w/v) were separately dissolved in acetone by ultrasonication for 2 h. The solution was stirred for 1 h, and PCL and PMMA were mixed in ratios of 10/0, 7/3, 5/5 and 3/7. Mixed PCL/PMMA solutions were stirred for 2 h to fabricate PCL/PMMA blends.
Fabrication of scaffolds by electrospinning
The prepared PCL/PMMA solutions (10/0, 7/3, 5/5 and 3/7) were placed in a 10 ml syringe with a 25G needle (0.25 mm in diameter). The solution was pumped out of the syringe (KDS100, NanoNC, Korea) at a rate of 1.5 ml h −1 . A cylindrical metal collector covered with aluminum foil was used to collect the fiber released from the syringe. A voltage of 25 kV was applied to the syringe. All experiments were carried out at room temperature and the samples were air-dried and stored in desiccators. 
Contact angle.
Contact angles were measured at room temperature using a drop shape analysis system (Krüss GmbH Inc., Hamburg). Deionized water was used as liquid media, and the droplet size was set at 0.5 µl. The contact angle of the specimen surface was measured 10 s after dropping the liquid, and the values were expressed as the average of five trials with standard deviation.
Tensile strength.
The tensile properties of the PCL/PMMA scaffolds (10/0, 7/3, 5/5 and 3/7) were tested using a universal testing machine (UTM, R&B UNITECH-T, Korea). Samples were cut into 20 × 3 × 0.1 mm 3 blocks from the electrospun fibrous scaffolds. Tensile strength was calculated by breaking the material using a 500 g load at a rate of 1 cm min −1 .
In vitro study
2.5.1. Cell culture. Cell viability of the PCL/PMMA scaffolds (10/0, 7/3, 5/5 and 3/7) was evaluated using MTT (3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyltetrazolium bromide, Sigma) assay. MG-63 osteoblast cells were maintained and suspended in a humidified incubator at 37
• C in a 5% CO 2 atmosphere (Incubator, ASTEC, Japan) in DMEM supplemented with 10% FBS and 1% PS solution.
Cell viability assay.
PCL/PMMA scaffolds (10/0, 7/3, 5/5 and 3/7) were sterilized by UV light for 3 h, soaked and washed with PBS solution. Extract solutions were prepared by immersing the sterilized PCL/PMMA scaffolds in DMEM containing 10% heat-inactivated FBS and 1% PS, followed by incubation at 37
• C. In the preparation we followed the protocol outlined in the ISO 10993 standard [24] .
The PCL/PMMA extract solutions were filtered with 0.20 mm disposable sterile filters (DISMIC, Japan), and several dilutions were made with fresh DMEM media (0, 12.5, 25, 50 and 100%). The MG-63 cells (1 × 10 4 cells per well) were incubated in a 96-well plate for 24 h. Then extract solution was added and the plate was placed in a CO 2 incubator at 37
• C. After 1 day, the MG-63 cells were cultured with the PCL/PMMA extract solution for 3 days. Then 20 µl of MTT solution was added to the cell culture media, followed by further incubation for 4 h. The dark blue formazan crystals formed in the reaction were dissolved in 200 µl of DMSO. The optical density (OD) of the solution was measured at a wavelength of 595 nm using an absorbance plate reader (Infinite-F50, Tecan, Austria) to assess the cell viability of each sample. The result was compared to the values of untreated control.
Cell proliferation.
To evaluate the cell proliferation, MG-63 cells were seeded at 1 × 10 4 cells per well and incubated on the PCL/PMMA (10/0 and 7/3) fibrous scaffolds for 1, 5 and 7 days. After each incubation period, the samples were carefully moved from the original culture plate, placed in a new 24-well tissue culture plate containing 1 ml of fresh media and 100 µl of MTT solution per well, and then incubated for 4 h. The media and MTT solution in the wells were removed and replaced with DMSO. The optical density of each culture sample was measured using an absorbance plate reader at 595 nm.
Confocal laser scanning microscopy.
The MG-63 cells were seeded on PCL/PMMA (10/0 and 7/3) fibrous scaffolds at 1 × 10 4 cells per well and incubated for 1, 5 and 7 days. The cultured cells were washed with PBS solution and then fixed with 4% paraformaldehyde and permeabilized in 0.5% Triton X-100. After blocking with 2.5% BSA dilutions, the membranes were stained by phalloidin, and labeled with fluorescein isothiocyanate (FITC, Sigma, USA) overnight at 4
• C. The samples were stained with 4,6-diamidino-2-phenylindle (DAPI) for 5 min for cell nuclei staining. Fluorescence of cells was observed using an Olympus Fluoview FV10i confocal microscope.
Western blot analysis.
The protein expression was evaluated by western blot analysis. In the prepared PCL/PMMA (10/0 and 7/3) extract solutions, MG-63 cells were cultured for 1, 5 and 7 days. The MG-63 cell pellets were mixed with 1X RIPA lysis buffer (Millipore, USA), and 30 µg of protein was loaded onto 12% sodium dodecyl sulfate polyacrylamide electrophoresis gel. Separated proteins were electrophoretically transferred from gels to polyvinylidine fluoride (PVDF) membranes (Bio-Rad, USA). Blots were blocked for 1 h in a tris-buffered saline Tween 20 (TBST, 10 mM Tris-HCl pH 8.0, 150 mM NaCl, 0.05% Tween 20) buffer with skim milk. Membranes were separately incubated at 4
• C overnight with the proliferating cell nuclear antigen antibody (PCNA, Anaspec Inc.) and anti-beta-actin antibody as a secondary antibody treated for 1 h. After washing, immunopositive bands were visualized by enhanced chemiluminescence (ECL, Bio-Rad, USA) solution using an image analysis system (Chemi-Doc, Bio-Rad, USA).
In vivo study
2.6.1. Implantation of the 7/3 PCL/PMMA scaffold in rat skull. A total of 12 male Sprague Dawley (300 g) rats were used in this study (three rats for each period), observing the protocol approved by the Animal Ethical Committee of Soonchunhyang University for the care and use of laboratory animals. The rats were anesthetized by diethyl ether (Daejung, South Korea) and the hair on the skull was shaved. Antisepsis was provided with povidone iodine. After exposure of the parietal skull, defects on the left side of the rat skull (5 mm diameter) were made using a trephine drill. One defect was grafted with a 7/3 PCL/PMMA scaffold and another defect was sutured without sample as negative control. The subcutaneous tissue and skin incisions were sutured. The rats were sacrificed 1 and 2 months after implantation.
The samples and the surrounding bone tissues were fixed in a 10% formalin solution for micro-computed tomography (Micro-CT, Skyscan 1076, Skyscan, Belgium) analysis and histopathology study 1 and 2 months after implantation. Micro-CT was used to observe the new bone formation in the defected skull site. Each sample was fixed on the object stage, and imaging was performed on the sample for 360
• of rotation with an exposure time of 20 min. Micro-CT images were reconstructed over the region of interest (ROI) using CTAn (Skyscan) and CTVol (Skyscan) to make 3D images. The bone volume (BV/TV, %) was calculated from the total bone (TV) and bone volume (BV) to evaluate the new bone quantity, and the bone surface density (BS/TV, %) was calculated from the bone surface (BS) and TV as a measure of the bone surface density.
Histomorphometry.
After the micro-CT analysis, the implanted samples, including the surrounding bone and the bone without implanted samples, were fixed in a 10% formalin solution and dehydrated by ethanol (70, 80, 90% and 100%), xylene solutions to remove the alcohol, and then embedded in paraffin wax. The samples were cut into sections of 5 ± 2 µm thickness by a microtome (Thermo-scientific, USA), and the sections were stained by hematoxylin and eosin (H&E) and Masson's trichrome methods. Tissue sections were viewed with an Olympus BX53 light microscope and photographed with an Olympus DP72 camera. Images were analyzed using the accompanying Cellsens software. 
Statistical analysis
All the statistical data were calculated as the mean ± standard error and analyzed by ANOVA to determine the statistical significance between the two mean values.
Results and discussion
PCL/PMMA is a potential bone regeneration candidate material because both PCL and PMMA are non-toxic and cost-effective materials, and the absence of immunogenesis allows cell adherence and proliferation on their surface.
Morphology of scaffolds
A biomaterial such as an artificial scaffold to be applied in tissue engineering should be biocompatible and non-toxic. This study focuses on electrospun PCL/PMMA for the production of fibrous scaffolds and assesses the cell behavior as an indicator of the scaffolds' potential in bone tissue engineering. The diameters of fibers formed by electrospinning depend on the polymer and the process conditions. Poly(lactic acid), poly(glycolic acid), polycaprolactone and their copolymers are the most widely studied fibrous systems used in bone tissue engineering. One of the most important qualities related to electrospinning is the fiber morphology [25] .
In this study, PCL/PMMA ratios of 10/0, 7/3, 5/5 and 3/7 were selected for further investigation. The total concentrations of PMMA and PCL were optimized to produce uniform bead-free fibers [26] . The PCL/PMMA scaffolds consisted of randomly arranged fibers, and their surface morphology varied with the PCL/PMMA ratio. As shown in figure 1 , the average diameters of electrospun fibers were 1.98 ± 0.06 µm (10/0), 2.24 ± 0.05 µm (7/3), 2.38 ± 0.03 µm (5/5) and 2.40 ± 0.04 µm (3/7)-the fiber diameter increases with decreasing PCL/PMMA ratio. The high concentration of PMMA (20% w/v) resulted in a high viscosity of the solution [28] . Thus, a relatively high voltage was needed to initiate Taylor cones and fiber jets [29] . The electrostatic repulsion forces of the charged jet were reduced, resulting in wider fibers. The fibers were uniform, and the space between them increased with increasing PMMA concentration. At higher polymer concentrations, faster solidification of the jet was realized, because the amount of solvent necessary to dissolve the polymers has been reached earlier in the process [30] , resulting in uniform fibers.
Contact angle
Water contact angles were averaged over at least five different positions on every sample. The wettability of the PCL/PMMA (10/0, 7/3, 5/5 and 3/7) scaffolds was determined by dropping distilled water and measuring the contact angle. The contact angle of the PCL scaffold was 110.0
• , which indicates hydrophobic behavior caused by the CH 3 groups of PCL. However, with increasing PMMA content, the contact angle decreased to 95.0
• for the 3/7 PCL/PMMA scaffold as shown in figure 2. This decrease can be associated with high water absorption by the cotton-like structure of the PCL/PMMA fibrous scaffold.
Tensile strength
A common method for measuring the tensile strength of thin scaffolds was applied for the analysis of the mechanical properties [27] . Figure 3 shows the stress and strain values obtained. The tensile strength of the PCL/PMMA scaffolds increases with PCL concentration, which can be attributed to the decrease in fiber diameter.
In vitro studies
The ability of cells to adhere to the fibrous scaffold, mimicking the structure of ECM, is an important property for tissue engineering applications. MG-63 osteoblast-like cells are commonly used in in vitro studies to assess the scaffolds' potential as bone tissue engineering materials. MG-63 osteoblast-like cells were cultured in the extract solution of PCL/PMMA (10/0, 7/3, 5/5 and 3/7) scaffold sections for 3 days, and the viable cell densities in the specimens were estimated by the MTT assay, as shown in figure 4 . MTT is metabolized into a purple formazan salt by mitochondrial enzymes in living cells. The extract media were prepared from the PCL/PMMA (10/0, 7/3, 5/5 and 3/7) scaffolds. The cell viability was estimated as ∼ 80% for the culture of 10/0 scaffold in a 100% extract solution, and as ∼ 86% for the culture of 3/7 scaffold in a 100% extract solution.
To evaluate the cell adhesion and spreading behaviors on the PCL/PMMA (10/0 and 7/3) scaffolds, the osteoblast-like MG-63 cells were incubated for 1, 5 and 7 days. Figure 5 shows the analysis results of MG-63 cell proliferation measured by the MTT assay. The OD values of 10/0 and 7/3 scaffolds increase with culture time. After 1 day of culture, the OD value is slightly higher for the 7/3 than 10/0 scaffold, but the difference becomes much larger after 7 days of culture. FITC-conjugated phalloidin was used to visualize the filamentous actin (F-actin) cytoskeleton of MG-63 cells cultured on the 7/3 PCL/PMMA fibers. The proliferating nuclei stained with DAPI are indicated by yellow arrows in figure 6 . This figure shows that MG-63 cells were attached to the 7/3 PCL/PMMA scaffold after 1 day. The cells attached and dispersed within the scaffolds following the fibers, as shown in the merged low-magnification and high-magnification figures 6(a-3) and (b-3) , respectively. Figure 7 shows confocal micrographs of MG-63 cells on the PCL/PMMA (10/0 and 7/3) scaffolds after 1, 5 and 7 days of culture. After 1 day of incubation, the cells were well In the western blot analysis, PCNA expression showed a periodic behavior in accordance with the cell cycle used as a physiological or pathological marker protein of proliferating cells [29] . The western blot analysis of the MG-63 cell proliferation ability in the PCL/PMMA (10/0 and 7/3) scaffolds was carried out by PCNA. PCNA is used as a marker for the S phase (synthesis phase) of the cell cycle and as a marker for cell proliferation [30] . After 1, 5 and 7 days of incubation, the proliferation activity on the 10/0 and 7/3 scaffolds indicated similar expressions, as shown in figure 8 . When the culture time was increased from 1 to 7 days, the protein expression of the 7/3 scaffold remarkably showed better proliferation compared to the 10/0 scaffold. Hydrophobic scaffolds in tissue culture can influence the initial cell adhesion and cell migration [31] [32] [33] .
In vivo study
Osteoconductivity, biocompatibility and stability during implantation are important requirements for bone regeneration. The 7/3 PCL/PMMA composition was selected for the in vivo test, because previous experiments demonstrated that the combination of biostable PCL and PMMA could provide materials with good mechanical properties and can be an alternative to traditional extrudable polymers used in tissue regeneration [34] . After implantation of the 7/3 PCL/PMMA scaffold and the creation of a defect without scaffolds as control, rats were euthanized at 1 and 2 months, and the defected skull areas were extracted to evaluate the bone regeneration, as shown in figure 9 . The 7/3 PCL/PMMA scaffold was fabricated for bone tissue engineering, and its biodegradability was evaluated by micro-CT observation. Figure 9 shows the micro-CT 3D image of the bone defect 1 and 2 month after implantation without (a-1) and (a-2) and with a 7/3 PCL/PMMA scaffold (b-1) and (b-2), respectively. The bone volume (BV/TV) and bone surface density (BS/TV) are shown in figure 9(c) . The BV/TV and BS/TV values are significantly larger ( p < 0.001) for the 7/3 PCL/PMMA scaffold than control, 1 or 2 months after implantation, with BV/TV values of 7.0 ± 0.4% and 8.3 ± 0.6% for the control and 14.6 ± 0.5% and 27.5 ± 0.8% for the 7/3 PCL/PMMA scaffold, 1 and 2 months after implantation, respectively. The corresponding BS/TV values are 0.32 ± 0.03% and 0.70 ± 0.04% for the control and 1.50 ± 0.04% and 2.40 ± 0.06% for the 7/3 scaffold. The micro-CT results clearly show new bone formation and the effect of the 7/3 PCL/PMMA scaffold. The biodegradability of the scaffolds and the new bone formation were observed 2 months after implantation. Figures 10-12 show the histological sections of rat skull defect implantation with and without scaffold for 1 and 2 months. The 7/3 fibrous scaffold-implanted areas showed bone regeneration that originated from the edge of the skull defect, which possibly contributed to the regeneration of defects, including periosteum and adjacent bone [35] . The 7/3 PCL/PMMA-implanted area showed more evidence of new bone tissue and undifferentiated cells along the scaffold fiber, with new bone formation occurring along the scaffold. The scaffold-implanted area did not show foreign body reaction (figures 10 and 11). Thus the PCL/PMMA biopolymer blend showed obvious osteoconductivity and superior bone regeneration. Recently we have reported that osteoconductivity of biopolymers can be enhanced by bioceramics. No ceramic material was used in this study, yet the PCL/PMMA scaffold possessed superior osteogenesis than that of PCL/gel blends [36] . Therefore, a further improvement of the newly fabricated PCL/PMMA biocomposite is possible by adding bioactive additives or bioceramics. In a more recent study, a functional composite material was prepared by electrospinning a gelatin-apatite-poly(lactide-co-caprolactone) blend [37] . It was demonstrated that small amounts of gelatin and apatite were necessary for osteogenic differentiation and guided tissue regeneration. Other authors reported that bioinert materials such as PMMA induce bioactivity, providing a barrier to direct fracture healing without inflammation [38] [39] [40] . On the other hand, without an implanted sample, the defected area showed only periosteum formation 1 month after implantation, and insignificant bone formation was observed 2 months after implantation ( figures 10(a-1), (a-2) and 11(a-1), (b-1) ). The purple color in figures 11(b-1) and (b-2) shows that the 7/3 PCL/PMMA fiber remained, and bone formation was progressing. Masson's trichrome-stained tissue slides were used to identify new bone formation in the defect healing area (figure 12). Collagen fiber was stained blue and new bone, residual scaffold and cytoplasm were stained red. The area implanted with a 7/3 PCL/PMMA scaffold shows successful bone recovery (figures 12(b-1) and (b-2)), and the area without implanted scaffold showed minimal initial growth with perimetric natural bone ( figures 12(a-1) and (a-2) ). These observations reveal that the 7/3 PCL/PMMA scaffold has good biocompatibility and osteoconductivity. All of the obtained results clearly suggest that PCL/PMMA fibrous scaffolds were non-toxic and enhance the osteoconductivity of these PCL and PMMA composites for bone regeneration.
The fabricated scaffolds showed favorable mechanical properties and the potential for new bone formation in rats.
Conclusions
Biopolymer composites with different ratios of PCL/PMMA were fabricated by electrospinning. The average diameter of the PCL/PMMA fibers slightly increased with increasing concentration of PMMA. PMMA improved the wettability of the scaffolds, while PCL enhanced the tensile strength. The 7/3 PCL/PMMA scaffold was suitable for cell growth in vitro and for new bone formation in vivo. This study suggests that PCL/PMMA blends can be used for biopolymer composite scaffolds in bone tissue engineering. Other potential biopolymer scaffolds may combine PCL/PMMA blends and ceramics or proteins.
